Mice were infected intravenously with a streptomycin (SM)-dependent strain of tubercle bacilli which had been starved of the antibiotic. The inoculum persisted in the spleen for a fairly long period, especially keeping almost the initial level of viable counts in the first few weeks. Isoniazid(INH) administration exerted little effect on such fate of the infection at a bactericidal dose to the same strain multiplying under the supply of SM. Rifampicin (RFP) was, however, highly effective in either case. Similar results were obtained in the corresponding in vitro experiments. The data suggest that this animal model is a convenient system for screening drugs effective on the dormant tuberculous infection.
INTRODUCTION
In this model, INH did not express its essential effectiveness (3) . More recently, we observed that RFP was effective on such a model of dormant infection. This result led us to an expectation that the experimental model as above might be a good system to screen for such drugs that are active on persistent tuberculous infection.
MATERIALS AND METHODS

Microorganisms:
The SM-dependent strain (18b) of tubercle bacilli and the kanamycin (KM)-resistant strain (Ravenel R-KM) of M. bovis employed here were those described in our previous report (3).
Culture medium:
Glycerol-egg medium (Ogawa-type) was used for stockculture and also for enumeration of viable units. Sauton synthetic liquid medium was used mainly to maintain working strains by subculture. Tween-albumin medium was used for particular experimental purposes as described later. SM was incorporated into these media in appropriate concentrations to support the growth of 18b strain.
Measurement of bacterial growth and suspension density: Bacterial growth in Tween albumin liquid medium was measured by reading its turbidity with a Coleman spectrophotometer set at 420 nm. The density of bacterial suspension for inoculation was adjusted according to the known standardized turbidity of bacterial suspension at 1 mg per ml.
Preparation o f SM-starved cell suspension o f 18b strain: The basic principle of preparation of SM-starved 18b cells is to allow the strain a residual growth at 37 C in the absence of added SM for some period. In case of Sauton synthetic liquid medium on whose surface 18b strain was making pellicle growth, the medium was replaced with fresh one without SM, and the strain was allowed to continue the growth for a further week or two. The homogenous bacterial suspension was prepared from the washed harvest of this culture to desired concentrations.
In case of Tween-albumin medium, a 1-mg or 0.1-mg per ml density of growth was left standing in .SM-free environment at 37 C for 3 days. In some other case , a more thick suspension such as 10 mg per ml was prepared from SM-starved culture on Sauton medium in Tween-albumin medium without SM as suspending medium. In the case of animal injection, INH was dissolved in distilled water so a 0 .1 ml contain the dose for ip administration.
RFP and PZA were each dissolved in propylenglycol (150 mg/50 ml) under warming and further diluted with 1.5 liters of distilled water to make a 0.1 mg per ml solution. This was given to mice as drinking water for therapy. On an average, each mouse daily consumed 5 ml of it . Therefore, we estimated the daily uptake-dose of RFP and PZA at 0 .5 mg. For SM injection to support the growth of 18b in mice, 0.2 ml of an aqueous solution of 50 mg per ml was administered intraperitoneally.
EXPERIMENTAL
SMRequirement of the Strain 18b for in vitro Growth
The This type of experiment was conducted again with some modification.
Eighty-five mice were infected intravenously with a mixed inoculum consisting of 0.1 mg of SM-starved 18b and 0.005 mg of Ravenel R-KM strain of M. bovis. Five days later, the mice were divided into four groups of equal 20. One group was untreated to serve as control. The mice of the remaining three groups were (20) , especially the chain initiation of RNA synthesis (21) . In this context, RFP-sensitive RNA synthesis may be operating in the SM-starved resting cells.
Another interesting fact is that RFP is also active on leprosy in which causative organisms are very slow in multiplication (22) . It is understandable that leprosy bacilli do not need the active generation of energy through the highly efficient respiratory route for their multiplication, and that they are, therefore, sensitive to RFP, if not to INH.
Such mechanism may it be, the present experiments encourage our idea that the combination of INH and RFP should be a recommendable regimen for tuberculosis chemotherapy, since it is effective on both multiplying and resting stages of infecting tubercle bacilli. It has been generally accepted that PZA has the mycobactericidal activity similar to RFP acting on resting cells as well (23) .
Though it is not proved in the present system, the dose of PZA may have not been enough to get the therapeutic effect.
